CLAIMS 



/L 



What is claimed is: 

1 . A method for identifying compounds that af^^t'LDL-proteoglycan 
binding, comprising the steps of: 

(a) incubating a mixture comprising (i) prote6^glycan, (ii) LDL, and (iii) a 
candidate compound, under conditions wherein LDL Mids to proteoglycan to form an 
LDL-proteoglycan complex in the absence of said candidate compound; 

(b) determining any difference betwe^ the amount of LDL-proteoglycan 
complex present in: y 

(i) the mixture prepared in stro (a), and 

(ii) a assay mixture cj^mpri^ng said proteoglycan and said LDL in the 
absence of said candidate compoi 




2. The method accoidliWEd^aim 1, further comprising the step of 

(c) correlating any dil^ence determined in step (b) with said candidate 
compound's ability to affect LD^-proteoglycan binding. 

3. The method a:9Cording to claim 1 or 2, wherein the LDL of step (a) is 

/> 

attached to a sohd support// 



4. The meffibd according to claim 1 or 2, wherein the proteoglycan of step 

if 

(a) is attached to a soM support. 



5. Th/method according to claim 1 , 2 or 4, wherein the LDL of step (a) is 



labeled. 



labeled. 



The method according to claim 3, wherein the proteoglycan of step (a) is 



The method according to claim 6, wherein the label is biotin. 
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8. The method according to claim 7, further comprising the steps of: 
contacting the soUd support after the preparation of the assay mixture of step 

(a) with streptavidin peroxidase under conditions wherein biotin^inds to streptavidin 
to form a biotin-avidin complex; 

detecting any enzyme activity of the peroxidase boMd to the solid support. 

9. The method according to claim 1 or 2, wj^erein the proteoglycan of step 
(a) is labeled. 



ipoi 



10. A method for identifying 
binding, which do not substantially affect^ 
further comprising the steps of: 

(d) incubating a mixture co: 
candidate compound that affects LDL-pp^te^lycan b 
conditions wherein LDL binds to LD 
in the absence of said inhibitor of L] 



which affect LDL-proteoglycan 
fceptor binding, according to claims 2, 



g (i) LDL receptor, (ii) LDL, and (iii) a 
^-^ding identified in step (c), under 



fceptot 



Mrc 



brm an LDL-LDL receptor complex 
'teoglycan binding; 

(e) determining any ^fference between the amount of LDL-LDL receptor 
complex present in: 

(i) the mixturS^prepared in step (d), and 



(ii) a cont^^mixture comprising said LDL receptor and said LDL in 
the absence of said inh^tor of LDL-proteoglycan binding. 

1 1 . The mefliod according to claim 1 1 , further comprising the step of 

// ... 
(f) correlating any difference determined in step (e) with said candidate 

compound's abili^ro affect LDL-LDL receptor binding activity. 

7 

12. /The compounds that affect LDL-proteoglycan binding identified by the 
method accopjBing to claim 1 or 2. 
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13. The compounds which affect LDL-proteoglycan binding, winch do not 
substantially affect LDL receptor binding identified by the method according to claim 
10 or 11. // 



Site B. 



14. A apo-B 1 00 protein comprising a proteoglycan'roceptor mutation in 



1 5 . The apo-B 1 00 protein according to claim/lX which is purified. 



1 6. The apo-B 1 00 protein according to claj^ 14, which is synthesized by 
recombinant DNA expression or chemical synthes: 



1 7. The apo-B 1 00 protein aci 
sequence fi"om position 3358 to 3359 i: 
Thr3358- Arg3359-Leu3360-Thr336i - Ar; 
Thr3358-Arg3359-Leu3360-Thr336i - Ar; 

Thr3358-Arg3359-LeU3360-Thr336l - 



to claim 14, wherein the amino acid 
selQ^ed from the group consisting of: 



S363^^^3364-Gly3365-LeU3366-LyS3367, 



Thr3358-Arg3359-LeU3360-Thr336i -i 



Sp3363-Arg3364-Gly3365-LeU3366-LyS3367, 
Ala33«7'Xrg3364-Gly3365-LeU3366-LyS3367 
g 362-Thr3363-Arg3364-Gly3365-LeU3366-LyS3367 
Thr335g-Arg3359-LeU3360-Thr33^AJ?g3362-Ser3363-Arg3364-Gly3365-LeU3366-LyS3367 
Thr3358-Arg3359-LeU3360-Thrj4l-Arg3362-Gln3363-Arg3364-Gly3365-LeU3366-LyS3367 

77 

Thr3358-Arg3359-LeU3360-pU-3361-GlU3362-LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 
Thr3358-Arg3359-LeU336g/T?lir336rAsp3362-LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 
Thr3358-Arg3359-LeU3/60-Thr336l-Arg3362-LyS3363-GlU3364-Gly3365-LeU3366-LyS3367, 

// 

Thr3358-Arg3359-Le]d33'60-Thr336l-Arg3362-LyS3363-Asp3364-Gly3365-LeU3366-LyS3367, 

/ / 

Thr3358-GlU3359-EeU3360-Thr336i-Arg3362-LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 
Thr3358-Asp335$-Ifeu3360-Thr336i-Arg3362-LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 



Thr3358-Argi^5?-LeU3360-Thr336l-Arg3362 Arg3364-Gly3365-LeU3366-LyS3367, 

/ / 

Thr3358-Aj^3359-LeU3360-Thr3361 LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 

Thr3358-Arg3359-LeU3360-Thr336|-Arg3362-LyS3363 Gly3365-LeU3366-LyS3367, 

/ / 

Thr33S«-Arg3359-LeU3360-Thr3361-Arg3362-GlU-LyS3363-Arg3364-Gly3365-LeU3366-LyS3367, 
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Thr3358-Arg3359-LeU3360-Thr3361-Arg3362-LyS3363-GIU-Arg3364-Gly3365-Leu/66-LyS33^ 

Tlir3358-Arg3359-Leu336o-Thr336i-Arg3362-Asp-Lys3363-Arg3364-Gly3365-L^3366-Lys3367, and 

Thr3358-Arg3359-LeU3360-Thr336l-Arg3362-LyS3363-Asp-Arg3364-Gly3365VLeU3366-LyS3367- 



18. The apo-BlOO protein according to claim I4,yyn:em said mutation in 
Site B is the K3363E mutation, and the amino acid sequence from position 3358 to 



3359 is: 



Thr3358-Arg3359-LeU3360-Thr336l-Arg3362-GIU3363-Arg336(-^ly3365-LeU3366-LyS3367. 

/ 

/ / 

19. A polypeptide comprising the amino Acid sequence of Site B in the 
apo-BlOO protein according to any on&of claims M'to 18, wherein said Site B is 
flanked on at least one side by a contiguous spcm^fio&^fiit least 10 amino acids 
which is directly adjacent to Site B in jtne^^il^r=t^e human apo-BlOO sequence. 

I 1 / 

20. An LDL particle comp^p^g an apo-BlOO protein according to any 
one of claims 14 to 18. 



21. An LDL particle comprising a polypeptide according to claim 1 9. 



22. An antibody composition which binds to an antigenic determinant in 
an apo-BlOO protein according to any one of claims 14 to 18, wherein said antigenic 
determinant is not presei^in the wild-type human apo-BlOO protein. 

23. A polynucleotide encoding an apo-BlOO protein according to any one 
of claims 14 to 18. 



24. The polynucleotide acco^ing to claim 23, wherein the polynucleotide 
is present in a 95-kb apo-B PI pl^smi^lSS. 



25. The pol; 
Site Bis the K3363E 




g to claim 24, wherein said mutation in 
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25. 



26. A cell comprising polynucleotide according to any one qfpkrifns 23 to 



/ 



27. A non-human animal comprisij^^ according to any 
one of claims 23 to 25. ^^^y i ^ 

// 

28. A metho^yfiSr preventing oi4educing the severity of atherosclerosis in 
a animal, compri^irfg expressing , a polynucleotide according to any one of claims 23 



to 25. 
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